[Abstract] Comparison of protein stability in eukaryotic cells has been achieved by cycloheximide, which is an inhibitor of protein biosynthesis due to its prevention in translational elongation. It is broadly used in cell biology in terms of determining the half-life of a given protein and has gained much popularity in cancer research. Here we present a full cycloheximide chase assay in our laboratory using a lung adenocarcinoma cell line, CL1-5, as a model. 
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Materials and Reagents
A. Cell lines Cells were grown in complete medium with 400 μg/ml G418. To compare the turnover of wtSlug and Slug-4SA, these stable cells were subjected to the cycloheximide chase assay. 6. After all the lysates have been collected, sonicate the protein lysates with a sonicator for 10 times (1 sec/time) on ice.
7. Centrifuge lysates at 12,000 rpm at 4 °C for 30 min.
8. Collect and transfer the supernatants to new tubes with corresponding labels.
9. Determine protein concentrations by the BCA protein assay kit.
10. Take 50 μg of proteins, add 5x sample buffer, and incubate samples at 100 °C for 10 min.
Analyze the results by the SDS-PAGE assay and Western blotting (anti-Flag M2
antibodies with 1:5,000 dilution; β-actin antibodies with 1:10,000 dilution).
12. Quantify the Western bands of Flag and β-actin in triplicates using MetaMorph Software or other equivalent softwares.
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Representative data
Western blots and quantification images have been published in Oncogene (Kao et al., 2014) .
For details, please refer to Figure 2f at Kao et al. (2014 
